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DDSR1
lncRNALong non-coding RNAs (lncRNAs) play important roles in regulating diverse biological processes including DNA
damage and repair. We have recently reported that the DNA damage inducible lncRNA DNA damage-sensitive
RNA1 (DDSR1) regulates DNA repair by homologous recombination (HR). Since lncRNAs also modulate gene
expression, we identiﬁed gene expression changes upon DDSR1 knockdown in human ﬁbroblast cells. Gene
expression analysis after RNAi treatment targeted against DDSR1 revealed 119 genes that show differential ex-
pression. Here we provide a detailed description of the microarray data (NCBI GEO accession number
GSE67048) and the data analysis procedure associated with the publication by Sharma et al., 2015 in EMBO
Reports [1].
Published by Elsevier Inc. This is an open access article under the CC BY-NC-ND license
(http://creativecommons.org/licenses/by-nc-nd/4.0/).mortalized by hTERT
.0 ST Array
]
speciﬁc siRNA and siDDSR1
er transfection with siRNAConsent not applicable
Sample source not applicable1. Direct link to deposited data
http://www.ncbi.nlm.nih.gov/geo/query/acc.cgi?acc=GSE67048
(GSE67048).
2. Experimental design, materials and methods
2.1. Cell culture and siRNA transfections
Human hTert immortalized ﬁbroblast cells were grown in MEM con-
taining high glucose supplemented with glutamine and 15% fetal bovine
serum (FBS) (Atlanta Biologicals). Transfections of 100 nMsiRNAs duplex
against DDSR1: sense 5′CUAGUGUGUUGCAAAUAAAUU-3′, antisense
5′P-UUUAUUUGCAACACACUAGUU-3′ and non-speciﬁc siRNA (ON-ivek.sharma@nih.gov
ss article under the CC BY-NC-ND liceTARGET plus non-targeting pool # D-001,810-10; Dharmacon)
were done using Dharmafect 1 as per manufacturer's instructions.
2.2. RT-PCR
Total RNAwas isolated 72 h after transfection using the RNeasy plus
mini kit (Qiagen). cDNA synthesis was carried out using the High
Capacity cDNA Reverse Transcription Kit (Applied Biosystems). qPCR
was performed in triplicates with the iQ™ SYBR® Green supermix
(Bio-Rad) on a Bio-Rad CFX-96 real-time PCR system. The comparative
Ct method was employed to conﬁrm DDSR1 knockdown using the
primers forward 5′-AAGAGTGGAAAATTCATCCCCA-3′ and reverse
5′-TGTCATGTTTCAGATATTTTCCCCA-3′. Normalization was performed
to housekeeping gene TBP using the primers forward CGCCAGCTTCGG
AGAGTTC and reverse ACAACCAAGATTCACTGTGGATACA.
2.3. Microarray analysis, data processing
RNA labeling and hybridization were carried out by the Laboratory
of Molecular Technology, Leidos Biomedical Research, Inc. Total RNA
was reverse-transcribed, labeled, and hybridized using GeneChiP®
Human Gene 2.0 ST array following the Ambion® WT Expression
Kit Protocol.
2.4. Data QC and normalization
Probe cell intensity (.CEL) ﬁles were imported into the R package and
normalized using the Robust Multiarray Averaging (RMA) normalizationnse (http://creativecommons.org/licenses/by-nc-nd/4.0/).
Fig. 2.MVA plot for probe intensity distribution. A) Raw data. B) log2 RMA normalized data. C) Scatter plot for RMA normalized data. X-axis is siNS, Y-axis is siDDSR1.
Fig. 1. Comparison between raw vs. normalized probe intensity. A) Boxplot of raw data. B) Boxplot of log2 RMA normalized intensity data. Each box corresponds to one array. Samples
are in the following order: siNS (3 replicates) and siDDSR1 (3 replicates). (C) Histogram for probe intensity distribution after log2 RMA normalization. Each line represents one sample
3 replicates each of siNS and siDDSR1.
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Fig. 3. Volcano plot of probe signals showing differential expression. X-axis represents log
fold change on comparison between siDDSR1 and siNS and Y-axis is log10 P-value of
comparison between siDDSR1 and siNS. Blue color represents down-regulated probe
sets, red color represents up-regulated probe sets and the black represents probe sets
with no signiﬁcant P-value.
279L. Jia et al. / Genomics Data 6 (2015) 277–279method [2]. Microarray quality control was performed on the raw
and normalized data. Signal Intensity before and after log2 RNA signal
transformation is shown in (Fig. 1). Distribution of probe intensity valuesassessed with normalized data did not show any signiﬁcant outliers
(Fig. 1C). To investigate the intensity bias and to reduce the signal-to-
noise ratio MA plot was applied to raw and normalized data as shown
in (Fig. 2). The relation between the 2 groups (siNS and siDDSR1) after
RMA normalization is presented in (Fig. 2C).2.5. Data analysis
Data were analyzed using Partek Genomics Suite 6.6 (Partek
Incorporated) and differentially expressed genes (DEG) were deﬁned
as genes having ≥1.5-fold change of expression in pairwise compari-
sons, with a P-value of b0.05 in Fig. 3. A more detailed discussion of
data is published in Sharma et al. [1].Acknowledgements
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